In present study seven RAPD primers were used to access the diversity within and among twelve populations of three mushroom species Ganoderma lucidum, leucoagaricus sp. and Lentinus sp. Total of 111 bands were scored by 7 RAPD primers in 30 accessions of three mushroom species collected from different sampling sites of central India. Total 111 bands were generated using seven primers which were F-1, OPG-06, OPC-07, OPD-08, OPA-02, OPD-02, OPB-10. All 111 bands were polymorphic in nature (100%). Therefore, it revealed that the used primers had sufficient potency for population studies and 30 accessions had higher genetic differences among each other. In best of the knowledge, this is the first report, which accesses the genetic diversity between three mushroom species (Gd Ganoderma lucidum, Lg Leucoagaricus sp., Ls Lentinus). The polymorphic percentage ranged from 3.60 to 23% within twelve populations, while polymorphic percentage among group was 40.56, among population within groups was 41.12 and within population was 18.32. This indicated that the genetic diversity within the population was very low, but slightly higher in the populations of three species. Among three groups representing Gd., Lg and Ls, Among populations within groups shown highest percentage of variation (Pv = 41.12) while within populations, the lowest percentage of variation (18.32) was observed. This result also support that the highest genetic variation was present among groups in comparison to among the population within a species and lowest genetic variation was observed within the population.
Introduction
Utilization of wild mushrooms as a food source started with prehistoric man. Human as a hunter collected wild fungi of forest that serve as important source of nutrition during the long period. There are many edible mushrooms i.e. Agarics, Volvarias, Polypores and tubers fungi that have been used as ethno-botanical food by the tribal of forest regions. These are obviously non toxic as these have been in intimate human consumption by native and tribal, since ancient past [1] . Mushrooms offer significant vital health benefits, including antioxidants, cholesterol-lowering properties, anti-hypertensive, anti-inflammatory, liver protection, as well as anti-diabetic, anti-viral, and anti-microbial properties [2] Lentinus tigrinus and G. lucidium are proved anticholesterolmic [3] . Lentinus edodes has been used to enhance vigour, sexuality, energy and as an anti aging agent. Lentinan sulphate obtained from Lentinus species inhibits HIV [4] . Lentinus sajor-caju can easily be recognized in the field by its large, thin, whitish to cream pileus with pale brown disc, lacking or with small squamules at the center, short stipe with annulus or annular ridge [5] Lentinus sp. is high source of protein, carbohydrate and low amounts of fat and possess high quantities of micronutrients (vitamins and carotenoids) and minerals (P, K, Mn, Ni, and Fe) with strong antioxidant properties [6] .
Ganoderma lucidum is considered to be a natural medicine that promotes longevity and maintains the vitality of human beings. G. lucidum is well known as traditional medicine used against cancer, viral and bacterial infection, diabetes, and liver injury. Among its activities, its anticancer properties have been the most interesting studies. It revealed cytotoxic activity of suppressed inflammatory breast cancer [7] [8] [9] [10] . The genus Leucoagaricus has been well studied in Europe. However, species diversity of Leucoagaricus in Asia remains poorly known. Now a day's molecular techniques are becoming very important for the taxonomic and phylogenetic relationship studies among different fungi [11] . By the use of DNA based techniques like Random Amplified Polymorphic DNA Polymorphism (RAPD), Amplified Fragments length Polymorphism (AFLP), Restriction Fragment Length Polymorphism (RFLP) or DNA sequence analysis (nSSU and mtSSU), limitation of identification of mushroom strains based on a few morphological characters can be overcome.
Any of the molecular methods mentioned above could be combined with morphological methods to make identification of fungal species reliable [12] . The random amplified polymorphic DNA (RAPD) is a convenient method to detect genetic diversity [13] . This method has been particularly successful when applied to check the strains of mushrooms with different origins [12] . RAPD have been used to examine material from the genera Agaricus, Coprinus and Lentinula [14] . Genetic Diversity Characterization of Pleurotus strains by Random Amplified Polymorphic DNA Fingerprinting has been performed by various workers [15, 16] . Fruiting body observations provide information about the fungi on the surface. In addition, evolutionary relationships cannot be determined accurately through morphology alone [17] .
Materials and methods

Study sites
Forest areas of four districts Anuppur, Rewa, Shahdol and Umaria of Central India were main study sites of present study (Fig. 1) . Sampling sites for mushroom collection of these four study sites are shown in the map.
Samples collection and identification
Extensive survey of the sampling sites of forest areas of four districts Anuppur, Rewa, Shahdol and Umaria was done in rainy season (2012-13). Ecological features, macroscopic studies and mushroom field test were performed. Specimens were preserved in dried as well as in wet form. Samples were identified to their respective families, genera and species by consulting literature [18] [19] [20] [21] [22] . Help of mushroom guide ''The great encyclopedia of mushrooms" [23] ''Eye Witness Handbooks Mushroom" [24] was also taken. Help of experts in taxonomy of mushroom was also taken when ever required.
Genomic DNA isolation
DNA isolation and RAPD Analysis of Mushrooms was done by the following protocol [25, 26] . Total three species, 12 populations and 30 accessions were used for genetic diversity study for RAPD analysis 0.50 g of dried fruiting bodies of all 30 mushroom samples were cut into small pieces and were soaked in 1 ml buffer. After that all pieces were incubated at 65°C for 2 h. After incubation the samples were homogenised using pestle and mortar.15 ml of Lysis buffer was added [25] . The tubes were incubated at 65°C for 1 h in a water bath with intermittent mixing. Centrifuge at 1000 rpm for 15 min to separate out the unlysed cells. Supernatant was transferred to a fresh 30 ml centrifuge tube carefully. Equal volumes of chloroform was added and mixed well. Centrifuge this at 10,000 rpm for 15 min. The aqueous layer was pipette out into the fresh 30 ml centrifuge tube without taking the interface. Equal volumes of isopropanol and 1/10th volumes of 3 M sodium acetate was added and mixed well. Then left at room temperature to stand for 5-10 min. Centrifuge at 10,000 rpm for 15 min and the supernatant was discarded. The pellet was washed with 500 ml of 70% ethanol. The pellet air dried and suspended in 500 m1 of 1X Tris-EDTA buffer. To remove PCR inhibitors, further the DNA sample was purified by Column purification.
Column purification
The column was placed in collection tube, 400 ml of equilibration buffer was added to the column and centrifuged at 10,000 rpm for 1 min. Collected buffer was discarded. 400 ml of equilibration buffer was added to the DNA samples, mixed and loaded into the column (This step was repeated till the DNA sample was completed). Flow through was discarded. 500 ml of wash buffer 1 was added, centrifuged at 10,000 rpm for 1 min and buffer was discarded. 500 ml of wash buffer 2 was added, centrifuged at 10,000 rpm for 1 min and buffer was discarded. The column was centrifuged with empty collection tube to completely remove the wash buffer for 2 min. 50 ml of elution buffer was added to the column placed in new collection tube. Incubated at room temperature for 2 min and centrifuge at 10,000 rpm for 1 min and eluted sample was saved (elution 1). Previous step was repeated. (DNA may elute in this fraction also) (elution2) Quantization of eluted DNA samples was done by loading into the Agarose gel.
Genomic DNA was isolated from the dried fruiting bodies of mushrooms and quantity and quality was observed using UV spectrophotometer. The amount of isolated DNA was varied from 461.92 to 1980.38 ng/ml DNA and absorbance ratio of A 260/280 was obtained in the range of 1.71-1.98.
Random Amplified Polymorphic DNA (RAPD)
Isolated DNA from all 30 accessions of 12 populations of mushroom species were amplified using 7 fungal RAPD Primer F-1, OPG-06, OPC-07, OPD-08, OPA-02, OPD-02, OPB-10 and observed under UV light after resolving on 1.5% agarose gel with mid range ruler ranging from 0.1, 0.2, 0.3, 0.6, 1.0, 1.5, 2.0, 2.5, 3.0 and 3.5 kb. Supplier name ARISTOGENE BIOSCIENCES PVT Ltd. Number of bands were 10. Sequence of primers, GC%, annealing temperature and length is shown ( Table 1 ). All 30 samples were categorized into three groups; in each group four populations were taken which belongs to Anuppur, Rewa, Shahdol and Umaria districts of Vindhyan Region. And the first group consists 14 accessions, while the second and third group have 8 accessions each group.
The amplification of genomic DNA was done by 7 random decamer nucleotide primers which were OPA-02 (TGCCGAGCTG), OPB-10 (CTGCTGGGAC), OPD-02 (GGACCCAACC), OPC-06 (GAACG-GACTC), OPD-08 (GTGTGCCCCA), OPC-07 (GTCCCGACGA), F-1 Primer (CTGGACACAC).
Polymerase chain reaction
Reaction recipe for PCR amplification of genomic DNA was as follows. PCR master mix 20 ml, double distilled water17 ml, random primer 1 ml, template DNA 2 ml. Each reaction volume (40 ml) was pipetted into Eppondorf tube and placed in thermal cycler for amplification. The following thermal profile was applied for RAPD-PCR.
Step 1 -Initial denaturation at 94°C for 5 min, step 2 -Denaturation at 94°C for 30 s, step 3 -annealing at 45°C for 1 min, step 4 -extension at 72°C for 1.30 min step 5 -final extension at 72°C for 7 min.
Electectrophoretic analysis of RAPD products
RAPD-PCR product were analysed on 1.5% agarose gel to generate fragments and later stained with ethidium bromide, which were visualized with uv-transilluminater then documented by gel documentation system. The molecular weight of bands was estimated using a mid range ruler ranging from 0.1, 0.2, 0.3, 0.6, 1.0, 1.5, 2.0, 2.5, 3.0 and 3.5 kb.
Statistical analysis
The molecular weight of all bands was calculated and binary matrix was prepared by scoring as absence and presence. For each RAPD markers, polymorphic information content (PIC) and heterozygosity (H) were calculated using Molecular Kinships 3.0. Similarity indices, distance matrix and phylogenetic tree were prepared using the PAST software [27] , using Jaccard's coefficient and UPGMA, using binary matrix. Observed number of alleles (Na), effective number of alleles (Ne), gene diversity (H) described by [28] , Shannon's information index (I), relative differentiation (G ST ), estimate of gene flow from [G ST (Nm)], total heterozygosity (Ht), within population heterozygosity (Hs), genetic identity and genetic distance within population and group, number of polymorphic bands (NPB) and percentage of polymorphic bands (PPB) were calculated using Popgene version 1.31. Average genetic distances in the all populations and groups were calculated and Phylogenetic tree was analysed using MEGA software version 5 [29] . A matrix of pair wise F ST (Genetic distances between populations), Average pair wise differences [30] AMOVA, sum of squares (SS), variance components (Vc), percentage of variation (Pv) and fixation index (F ST ) were calculated with significance level 0.005 using software Arlequin version 3.5 [31] . Input files were converted using Microsoft Excel based GenAlEx 6.5 software [32] from one form to another.
Results
The genetic structure among and within the 12 populations of three species was estimated with following parameters-3.1. Genetic diversity according to primers
Percentage of polymorphism
Percentage of polymorphism was calculated according to the presence and absence of bands for all RAPD primers. All seven primers used for diversity study generate total 111 bands and average 15.86 ± 5.21 bands per primer. Maximum 26 bands were generated by F-1 and minimum 11 bands were generated by the OPB-10. All bands were polymorphic and 100% polymorphism was observed (Table 2) 
Polymorphic Information Content (PIC)
The program Molecular Kinships 3.0 was used for the simple calculation of polymorphic information content (PIC) and heterozygosity (Ho) for every primer between and within the group. Among the populations, mean of Ho observed was with 0. 913 ± of mean PIC, while the maximum Ho (0.9412) and PIC (93.81) were observed in OPA-02 primer and minimum Ho (0.8409) and PIC (82.51) were recorded in OPB-10 primer. In the first group (GD), 0.811 ± 0.101 mean Ho with 78.820 ± 11.311 (Table 3) .
Polymorphism and PIC of each primer
Total number of observed bands, percentage of polymorphic band, Ho and PIC of each primer is described. RAPD primer F-1 amplified total 26 bands among the range of 210-2600 bp. (Table 2 ). Polymorphic information content (PIC = 91.35) and heterozygosity (Ho = 0.9178) of this primer was recorded (Table 3) in all the groups. PIC 87.70, 82.73 and 79.75 and Ho 0.8878, 0.8438 and 0.8125 was observed in group 1, 2, and 3 respectively.
Total 18 bands were generated by fungal RAPD Primer OPC-06, with the range of 060 to 3100 bp. Thus 100 percent of polymorphic bands (PPB) were observed ( Table 2) . Polymorphic information content (PIC = 92.20) and heterozygosity (Ho = 0.9256) of this primer was observed (Table 3) . Fungal RAPD Primer OPC-07 amplified total 12 bands between the range of 180 to 2200 bp. Polymorphic information content (PIC = 93) and heterozygosity (Ho = 0.9339) of this primer was observed. Total 12 bands were generated by RAPD primer OPD-08 between the range of 270-2600 bp. Polymorphic information content (PIC = 92.14) and heterozygosity (Ho = 0.9262) of this primer was detected (Table 3) . RAPD primer OPA-02 produced total 15 bands between the range of 240 to 2400 bp. 100 percentage of polymorphic band (PPB) was observed ( Table 2) . Polymorphic information content (PIC = 93.81) and heterozygosity (Ho = 0.9412) of this primer was recorded (Table 3) . Total 17 bands were generated by RAPD Primer OPD-02 with the range of 230 to 3200 bp ( Table 2 ). Polymorphic information content (PIC = 89.50) and heterozygosity (Ho = 0.9028) of this primer was observed (Table 3 ) RAPD Primer OPB-10 produced total 11 bands between the range of 320 to 2400 bp. Out of 100.00 percentage of polymorphic band (PPB) was observed ( Table 2 ). Polymorphic information content (PIC = 82.51) and heterozygosity (Ho = 0.8409) of this primer was recorded (Table 3) .
Genetic variation
Observed number of alleles (Na), effective number of alleles (Ne), gene diversity (H), Shannon's information index (I), total heterozygosity (Ht), within population heterozygosity (Hs), number of polymorphic bands (NPB) and Percentage of polymorphic bands (PPB) were calculated for the estimation of genetic variation in the populations. The observed genetic variation among and within the populations and the species are described below.
Within population genetic variation
Within populations, population Gd showed maximum Na (1.2 342 ± 0.4254), Ne (1.2234 ± 0.4105), H (0.1137 ± 0. 2075), I (0.158 8 ± 0.2892), NPB (26.) and PPB (23.42), while, the minimum Na (1.0360 ± 0.1872), Ne (1.0288 ± 0.1498), H (0.0160 ± 0.0832), I (0.0229 ± 0.1192), NPB (4) and PPB (3.60) were observed in population GdU (Table 4) 
Within group genetic variation-
Within populations of first group (Gd), the Na (1.5225 ± 0.501 8), Ne (1.3292 ± 0.3649), H (0.1941 ± 0.1998), I (0.2891 ± 0.2894), Ht (0.1863 ± 0.0382) and Hs was (0.0569 ± 0.0059) while 58 NPB with 52.25 PPB was observed (Table 5) .
Within populations of Second group (Lg), the Na (1.6577 ± 0.4 766), Ne (1.4459 ± 0.3820), H (0.2565 ± 0.2016), I (0.3776 ± 0.287 3), Ht (0.2565 ± 0.0406) and Hs was (0.0349 ± 0.0057) while 73 NPB with 65.77 PPB was observed (Table 5) . where Gd = Ganoderma lucidum, Lg = Leucoagaricus sp., Ls = Lentinus sp.
Bold fonts indicate maximum and minimum values in given table.
Within populations of Third group (Ls) the Na (1.5045 ± 0.502 2), Ne (1.3075 ± 0.3799), H (0.1788 ± 0.1990), I (0.2681 ± 0.2852), Ht (0.1788 ± 0.0396) and Hs was (0.0372 ± 0.0039) while 56 NPB with 50.45 PPB was observed (Table 5) .
Among populations genetic variation (All group)
Within populations of All Group the Na (1.9640 ± 0.1872), Ne (Table 5 ).
Phylogenetic tree (dendrogram)-
Phylogenetic tree were prepared using UPGMA (Unweighed Pair Group Method with Arithmetic Average) method. When dendrogram was prepared using a binary matrix of 30 accessions, three major clusters i.e. cluster I, cluster II and cluster III were generated, which represent the population of the species Ganoderma lucidum, Leucoagaricus sp. and Lentinus sp. respectively. Cluster I consist 3 sub cluster A, B and C while cluster II consist of 2 subclusters E and F and cluster III consist of 2 sub clusters G and H. All 7 sub-clusters represent 12 populations of three mushroom species (Table 7 and Fig. 2 ). In the cluster I, population of GdR was closely related to population GdU. In the cluster II, LsA was more similar to Ls U and Ls R was very close to Ls R. In cluster III, LgA was close to Lg S and Lg R was close to Lg U. Pair wise difference between and among Ganoderma lucidum, Leucoagaricus sp. and Lentinus sp. shown in Table 6 .
Discussion
RAPD is still one of the cheapest and quickest method for accessing variability at the DNA level. Molecular markers were used for the genetic diversity analysis of various mushroom species such as discrimination of different strains of Agaricus bisporus [12, 33] Pleurotus sp. [34] Ganoderma lucidum [35, 25, 36] Lentinula edodes [37] RAPD marker is preferred over other molecular markers for the genetic diversity analysis because it is simple, easy to use, dominant and does not require any specific knowledge of the DNA sequence [26] . According to [13] phylogenetic analysis of RAPD profiles proved more useful in revealing both intergeneric and intra-species variability than ITS multiple sequence alignment alone. Inspite of many advantages there are certain limitations of RAPD. RAPD markers are dominant. Amplification either occurs at a locus or it does not, leading to scores based on band presence or absence. This means that homozygotes and heterozygotes cannot be distinguished. In addition, the absence of a band through lack of a target sequence cannot be distinguished from that occurring through the lack of amplification for other reasons (e.g., poor quality DNA), contributing to ambiguity in the interpretation of results. [38, 25, 36 ] also used RAPD markers for studying genetic diversity among different isolates of Ganoderma lucidum. [31] Studied genetic diversity among six local isolates of Ganoderma lucidum. [39] reported that environmental factors, variability, inter hybridization and morphological propensity causes inaccurate identification of Ganoderma lucidum.
Polymorphism occurs when two or more different phenotypes exist in the same population of a species or the occurrence of more than one form or morph. Polymorphism is common in nature; it is related to biodiversity, genetic variation and adaptation; it usually functions to retain a variety of forms in a population living in a varied environment [40] . Polymorphism results from evolutionary processes, as does any aspect of a species. It is heritable and is modified by natural selection. The ability of a species to respond adaptively to environmental changes depends on the level of genetic variability it contains [41] . [42] have also studied genetic characterization of isolates of the basidiomycete Agaricus blazei by RAPD.
In present study seven RAPD primers were used to access the diversity within and among twelve populations of three mushroom species Ganoderma lucidum, leucoagaricus sp. and Lentinus sp. Total of 111 bands were scored by 7 RAPD primers in 30 accessions of three mushroom species Ganoderma lucidum (Gd), Leucoagaricus sp (Lg), and Lentinus sp. (Ls). All 111 bands were polymorphic in nature (100%). Therefore, it revealed that the used primers had sufficient potency for population studies and 30 accessions had higher genetic differences among each other. In best of the knowledge, this is the first report, which accesses the genetic diversity between three mushroom species (Gd Ganoderma lucidum, Lg Leucoagaricus sp., Ls Lentinus).
The polymorphic percentage ranged from 3.60 to 23% within twelve populations, while polymorphic percentage among group was 40.56, among population within groups was 41.12 and within population was 18.32. This indicated that the genetic diversity within the population was very low, but slightly higher in the populations of three species.
Among seven populations, within the first group, within the second group and within the third group mean PIC = 90.644 ± 3.8 34, 78.820 ± 11.311, 79.757 ± 5.344 and 70.077 ± 10.304 respectively, showed high level of polymorphic informativeness of used markers and suggested that these markers were equally effective in determining polymorphisms. The PIC value of each RAPD primers was determined by both the number of alleles and their frequency distribution within a population and was used to assess their informativeness level (high PIC > 0.5, moderate 0.5 > PIC > 0.25 and low PIC < 0.25) [43, 44] . Therefore, in this study, polymorphic information content (PIC) of individual primers was calculated for among 12 populations and within the three groups. The PIC value has been used for evaluating genetic variation in many studies using RAPD markers [45] [46] [47] [48] [49] [50] . PIC was also evaluated in other molecular markers [51] [52] [53] [54] .
Study of genetic variation
For the genetic diversity analysis, genetic variation in a diverse population was estimated through several parameters like observed number of alleles (Na), effective number of alleles (Ne), gene diversity (H), Shannon's Information index (I), observed and expected heterozygosity (Ht and Hs) [55, 56] .
In the present study, within the population,very low value of the observed number of alleles (Na), effective number of alleles where Gd = Ganoderma lucidum, Lg = Leucoagaricus sp., Ls = Lentinus sp. A = Anuppur, R = Rewa, S = Shahdol, U = Umaria. Bold fonts indicate maximum and minimum values in given table. 
Relative differentiation and estimate of gene flow
Gene flow is a collective term that includes all the mechanism resulting in the movement of genes from one population to another. In this study, higher relative differentiation in within three groups (G ST = 0.2198), (G ST = 0.0788) and (G ST = 0.1312) was observed in respect to the relative differentiation among 30 accessions (G ST = 0.6737). On the other hand, gene flow was higher among the 30 accessions (Nm = 0.7396) in respect to the gene flow of within three groups (Nm = 0.198, 0.0788, 0.1312). These data revealed that the populations of three mushroom species (Ganoderma lucidum, Leucoagaricus sp. and Lentinus sp.) shown low genetic diversity (having a higher relative differentiation) and restricted gene flow (having a lower Nm value) as compare to the 30 accessions of mushroom species. Assessment of gene flow from one population to another is an important parameter for study of genetic diversity.
Analysis of Molecular Variants (AMOVA)
The significance of the covariance components was calculated with the different possible levels of genetic structure (among groups, among populations within groups and within populations). Among three groups representing Gd., Lg and Ls, Among populations within groups shown highest percentage of variation (Pv = 41.12) while within populations, the lowest percentage of variation (18.32) was observed. This result also support that the highest genetic variation was present among groups in comparison to among the population within a species and lowest genetic variation was observed within the population. Similar observations were also made by [25] .
Genetic distance and phylogenetics
The phylogenetic tree developed through the distance matrix of 30 accessions of three mushroom species (Ganoderma lucidum, Leucoagaricus sp. and Lentinus sp.) also confirmed the findings of all the parameters like polymorphism, genetic variation, relative differentiation, gene flow and AMOVA. Because the phylogenetic tree consists three major clusters and population of this cluster represent their respective species and the genetic distance is lesser within the population and pretty higher within the species, while highest distance among population, which was in accordance with earlier reports. Phylogenetic tree also showed that the accessions of Ganoderma lucidum, Leucoagaricus sp, and Lentinus sp. collected from the same location were present at same sub-cluster in the tree, similarly, populations of all three species exist in the major clusters of the respective species. In addition to this, the phylogenetic tree also categorized the populations according to their geographical positions. These clustering system seem to be in agreement with [25] . He performed RAPD analysis to study inter species and intra species variations. He used 8 isolates of Agaricus bisporus, 16 isolates of Ganoderma lucidum and 22 isolates of Lactarious delicious. It clustered the 16 isolates of Ganoderma lucidum into three main groups. Genetic distance between the species showed that group I and group II were closely related to each other.
High levels of genetic diversity within populations are always desirable to ensure that they are genetically sustainable. Adaptability is correlated with diversity and should be an important driver for conservation in response to environmental change [57] .
Conclusion
From this study it can be concluded that samples collected from same places show more similarity and less distance. Mushroom species collected from four different districts have shown good genetic distance and more percentage of variation (41.12%) which proved that these species are established species of this area and genetically adopted in the climatic conditions of this region. Dendrogram of 30 accessions showed that sampled species are having good genetic boundary according to the location.
This rich biodiversity of Vindhyan region needs further exploration to widen the nutritional and medicinal base of the rural population who depend on the mushrooms through conservation, cultivation and commercialization activities. The rich diversity of mushrooms in Umaria district of Vindhyan region, offers huge socio-economic potentials. However, they need to be properly documented for optimum application. Hence, this study is an important first step towards producing a checklist of mushrooms of Vindhyan region.
